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into an uncovered septic tank located in front of the kitchen. Water
results showed that water was ﬁt for human consumption.
Conclusion: Poor hand hygiene practices exacerbated by poor
access to running water was the likely source of infection.
Improving access to running water and sanitary facilities was rec-
ommended. Regular hand washing for all residents and improved
environmental hygiene were emphasized.
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Background: Reverse genetics employ the use of infectious
cDNA clone to study the phenotype of a virus by introducing
mutation in its genome. Previous studies using Alphavirus double
subgenomic infectious cDNA clone encoding reporters, have met
with the loss of reporter gene expression in subsequent passages.
In the present work, we have tried to address the instability of such
recombinant viruses of Chikungunya virus (CHIKV) with reporters
upon passaging.
Methods & Materials: The infectious double subgenomic clone
of CHIKV encoding luciferase and EGFPwas constructed under CMV
promoter and the virus was rescued by direct DNA transfection in
HEK293T cells. The virus was blindly passaged in Vero cells and
monitored for EGFP expression and by reverse transcriptase PCR,
using primers ﬂanking the reporter gene. The presence of two vari-
ants of plasmid in the plasmid preparation and in the bacterial
colony was also conﬁrmed by PCR.
Results: We found that the recombinant virus upon passag-
ing in Vero cells lost the EGFP expression (Fig 1a). The loss of
EGFP was also conﬁrmed from the viral RNA by reverse transcrip-
tase PCR (Fig 1b). The plasmid clone preparation used to transfect
HEK293T cells was examined for contamination by PCR that con-
ﬁrmed the presence of two variants of plasmids, with reporter and
without reporter (Fig 2a). Re-transformation was done to remove
contamination and to get a pure clone. The colony PCR on the trans-
formants again conﬁrmed the two variants of plasmids (Fig 2b).
This could arisedue to the recombinationbetween twosubgenomic
promoters ﬂanking the reporter,which causes accumulation of two
variants of plasmids that in turn gives rise to two types of viruses.
This in turn results in the efﬁcient replication of the virus with
a shorter genome than the recombinant virus with reporter and
eventually the reporter is lost.
Conclusion: In conclusion we report the reason for the insta-
bility of the Alphavirus double subgenomic infectious cDNA clone,
which arises due to recombination in the bacterial host and not in
the mammalian cell. Plaque puriﬁcation of the recombinant virus
with reporter can be employed to recover the virus with reporter
and express the foreign genes from the recombinant virus
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Background: Human cytomegalovirus (HCMV) infection is
a widespread opportunistic pathogen in immunocompromised
individuals. So, HCMV infection is still associated with severe
